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Comment
The method is as inexpensive as possible granted that an automatic fraction collector is used. The total capital cost, assuming that one is already performing HAI tests is £50. The technique has been made as simple as possible by removing all strictly unnecessary steps. Accordingly interpretation of results has been based on an appreciation of the overall pattern of HAI activity within the IgM and IgG fractions so that no undue emphasis is placed oneanyone titration. Of course better separation can be achieved by using longer columns of gel but this inevitably increases the cost and technical difficulties.
Just as variations in any of the parameters of rubella HAI tests have been shown to alter the results obtained (Schmidt and Lennette, 1970) , so do any changes in the method of fractionation of sera. It is emphasized that each of these variables has been investigated and that the detailed procedures described have been selected so that the method remains simple but gives accurate results without difficulties of interpretation. Although the use of the method has been illustrated only for rubella serology, it could be applied to any serological test which will accept an initial serum dilution of 1 in 20 and is not affected by the presence of Nairn PBS plus 0-02 % sodium azide.
Wet ashing using a closed system GEORGE P. LEWIS AND LINDA L. COUGHLIN From the Section of Clinical Pharmacology, Boston Veterans Administration Hospital and Tufts University School of Medicine, Boston, Massachusetts Wet ashing procedures are being used more extensively because of the increased interest in the biological role of trace metals. The standard procedures, using fuming nitric acid, or mixtures of concentrated acids are normally carried out within a laboratory hood, the acid fumes being vented through the hood's exhaust duct. To obtain adequate digestion, such techniques require the addition of several aliquots of acid. When large numbers of samples are being prepared, a considerable quantity of acid can be used in one day. These 'open' standard procedures lead to the emission of highly acid fumes into the ambient atmosphere, result in marked erosion of the hood's exhaust system, and can give rise to unacceptable levels of acid fume in the laboratory air. In order to overcome these objections, a 'closed' wet ashing system has been used in this laboratory during the past two years for the preparation of cadaver tissue samples for atomic absorption spectrophotometry (Lewis, Jusko, Coughlin, and Hartz, 1972a and b).
Method
Samples (kidneys 0-5 g, liver 2 g, lungs 4 g) are each placed in a 100 ml Erlenmeyer flask. Each flask is fitted to a Stark-Dean distilling trap of 10 ml capacity. Above the receiver is fitted a water-cooled condenser. All components have ground glass joints. The whole is then placed over a hot plate sited within a laboratory hood. Initially, the hot plate is set at 250°C, and the acid and sample are allowed to simmer gently for two hours with the hood exhaust fan on. The circulation of air around the Erlenmeyer flask prevents distillation of the acid into the trap. After this time, when the tissue has been completely solubilized and digested, the hood fan is turned off, and the hot plate is turned up to 350°C. The acid then refluxes into the trap over 20 to 30 minutes. When the volume of digest is reduced to 0 5 to 1 0 ml, heating is stopped by placing an asbestos pad between the hot plate and the Erlenmeyer flask. Following cooling, 15 ml of distilled water is added to the digest, and the pH adjusted by titration to 3 5 with concentrated ammonium Technical mnethods hydroxide. The final volume is then made up to 25 ml with distilled water. The acid in the trap is discarded into free-flowing water in a sink fitted with a glass diluting chamber. The figure shows how six 'closed' wet ashing systems can be arranged within the confines of a small hood.
Comment
The 'closed' wet ashing procedure allows for a very controlled digestion of tissues over any preselected time period. The system is simple and very effective in completely solubilizing tissues. It carries with it the advantages that its use is not attended by pollution of the atmosphere with acid fumes; complete digestion of tissue can be effected using a small volume of acid and corrosion of the laboratory hood and ducting system is eliminated.
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